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(57) ABSTRACT

A device for the regeneration of a biosensor having an immo-
bilized and biologically active material applied to the surface
of a carrier that is suitable for interacting with a substance to
be analyzed. The device comprises at least one injector
through which, by means of a pump, at least one solution can
be applied to the surface of the carrier for the purposes of
rinsing the biologically active material.
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DEVICE AND METHOD FOR THE
REGENERATION OF BIOSENSORS

BACKGROUND OF THE INVENTION

This application is a national stage of PCT International
Application No. PCT/EP2008/007572, filed Sep. 12, 2008,
and claims priority under 35 U.S.C. §119 to German Patent
Application No. 10 2007 044 708.8, filed Sep. 18, 2007, the
entire disclosures of which are herein expressly incorporated
by reference.

The invention relates to a device for the regeneration of a
biosensor that includes, on the surface of a carrier, an immo-
bilized and biologically active material designed to interact
with a substance to be analyzed.

Biosensors relevant in the context of the present invention
are equipped with biological components. The operating
principle of a biosensor is based on direct spatial coupling of
an immobilized biologically active material located on the
surface of a sensor element with an electronic, optical or other
transducer, and an electronic amplifier. Such biological mate-
rials can be, for example, antibodies, enzymes, organelles,
microorganisms or nucleic acids.

The immobilized biological material located on the surface
of'the sensor interacts with the substance to be analyzed. The
interaction may consist of, for example, an interaction
between enzyme and substrate, or between an antibody and
an antigen, which results in physical alterations, for example
of the coating thickness, the refractivity, the absorption of
light, the electrical charge or the ion concentration (e.g.
change of pH-value) of specific ions in the area of the respec-
tive surface. These changes can be measured by measuring
devices like optical sensors, amperometric electrodes or
field-effect transistors operating based on potentiometric
methods.

However, after the measuring procedure, the initial state of
the system must be restored. Accordingly, the measurement
of the substance to be analyzed with the biosensor is per-
formed in three steps: First, there is the biochemical reaction
of'the substance to be analyzed by the biological system of the
biosensor, after which the reaction is converted into an elec-
tric or optical signal, and the signal is then processed and
amplified. Consequently, the selectivity and sensitivity of a
biosensor is derived from the biological system that is used.

The biological material is arranged on the biosensor by
means of a carrier, onto which the material is applied, or on
which the material is embedded between two membranes.
The biological material can also be immobilized directly on
the carrier after the chemical functionalization of the carrier.
Furthermore, the biological system can be applied onto a
membrane that afterwards is connected with the surface of the
transducer. Applications suitable for biosensors in the analy-
sis of water and sewage can be divided into biosensors for the
analysis of single components, for the analysis of toxicity and
mutagenicity, and for the analysis of the biochemical oxygen
demand (BOD). Examples include the measurement of a
glucose concentration in the blood of a human being (for
example, following an operation). The glucose concentration
could be analyzed as the change of the pH-value or as a
change of the oxygen concentration as the consequence of
glucose-oxidase catalyzed glucose oxidation.

A further biosensor is known for the measurement of the
penicillin concentration in a bioreactor (fermenter), in which
bacteria strains are cultured that express and secrete penicillin
into the culture medium. When the concentration is suffi-
ciently high, the substance can be extracted from the culture
medium by organic solvents and after several precipitation
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reactions. The biological component of the sensor used in this
context is the enzyme acylase. The penicillin-cleaving
enzyme is embedded in a membrane on which a pH-electrode
is located. Once the penicillin concentration in the medium
increases, the enzyme catalyzes the formation of increasing
amounts of phenyl-acetic acid, and thereby changes the pH-
value in the vicinity of the electrode. Hence, it is possible to
determine the penicillin concentration based on the pH-value.

Further applications of biosensors concern the analysis of
bacteria content in bathwater or sewage. It is possible to apply
antibodies directed against certain kinds of bacteria on an
oscillating membrane. When the respective bacteria float by
the sensor, they attach to the antibodies, thereby diminishing
the oscillation of the membrane. A corresponding signal is
provided once the oscillation of the membrane falls below a
certain value.

DESCRIPTION OF THE INVENTION

The surface of the biosensor can consist of, for example,
gallium nitride (GaN) or another optically transparent semi-
conductor (SC). Gallium nitride is an optically transparent
semiconductor that can be grown epitaxially on sapphire
substrates that are likewise optically transparent. This prop-
erty can be used for the excitation of a fluorescent dye labeled
with a mobile antibody by means of a light source positioned
on the backside of the surface. This mobile antibody binds to
an antigen that at the same time is bound to an unlabeled
immobilized antibody. This type of antigen-antibody binding
thereby follows the principle of a sandwich-ELISA. The fluo-
rescent light emitted by the mobile antibody can be captured
with a sensitive detector after the recognition of the antigen.
An immobilization of antibodies on the surface of the semi-
conductor or on other materials such as for example ZnO,
SnO, or diamond can be achieved by various methods, for
example, by crosslinking with glutaraldehyde or bromocya-
nide (BrCN).

Immobilization of antibodies on the sensor surface can also
be achieved by protein-protein interaction with protein G and
protein A, the protein G consisting of Staphylococcus aureus.
As an alternative to protein G, protein A can be used. Select-
ing between the use of protein G or protein A as a possibility
for immobilization frequently depends on the derivation of
the antibodies (i.e., on the particular organism the antibody
was raised in). Both methods can be applied in combination
with adequate crosslinkers. In this case, the respective protein
A or G is immobilized on the surface of the sensor with
glutaraldehyde. After crosslinking, the actual application of
the antibody takes place via a protein-protein interaction at
the F_-domain of the antibody. The advantage of this method
is an optimal utilization of the antibodies on the surface of the
sensor. The bacterium Escherichia Coli (E. coli) can serve as
an example of an antigen.

One disadvantage of such biosensors lies in their short
lifespan and low biological stability. In this regard, it must be
considered that a denaturation of the immobilized protein-
and nucleic acid components takes place on the surface of the
sensor, so that a degradation of immobilized macromolecules
such as nucleic acids and proteins can be considered as a
drawback of such biosensors. Thus, it is necessary to improve
the lifespan and the stability of such immobilized biologically
active materials.

Therefore, it is an object of the present invention to over-
come the above-mentioned disadvantages of the state of the
art by providing a device and a method for the regeneration of
biosensors.
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This and other objects and advantages are achieved by the
method and apparatus according to the invention, for the
automatic removal of biological components such as antibod-
ies or enzymes. In this process, special solutions that remove
used biological material such as antibodies, enzymes, nucleic
acids and other residues can be pumped over the sensor sur-
face by means of an automatic microfiuid system. Once the
sensor surface has been rinsed, the immobilization process is
repeated.

The device according to the invention has at least one
injector through which at least one solution can be directed
onto the surface of the carrier by a pump in order to rinse the
biologically active material. Advantageously, the device has a
valve location, by which different solutions can be optionally
applied to the surface of the carrier via the injector and the
pump. The biologically active material of the biosensor
includes antibodies, enzymes, organelles, microorganisms,
proteins or nucleic acids. Furthermore, the biosensor has a
transducer that produces a signal that can be amplified with an
amplifier and can be submitted to an evaluation system.

Advantageously, the application of the at least one solution
on the biologically active material by the injector is in form of
a microfluid system, which can be integrated into the biologi-
cal sensor, so that it forms together with the sensor, a device
according to the present invention. The valve system can be
operable manually or automatically, so that depending on the
applicable requirement, different solutions can be applied on
the surface of the carrier. To achieve a longer lifespan, the
reagents can be refrigerated during storage.

The carrier of the biosensor can, for example, consist of a
semiconductor in the form of a gallium nitride- a zinc oxide-
or a diamond coating that is applied onto a carrier material.
The system is not limited to a single injector; rather, several
injectors can be used simultaneously in order to rinse the
surface of the carrier.

Furthermore, the present invention concerns a process for
the regeneration of a biosensor using the device as described
above. All purification steps, as well as all steps for the immo-
bilization of the surface of the carrier, can be performed by
means of an automated fluid system. The main components of
the automated system include the valves, which can be
adapted to the different solutions. Moreover, the system
includes pumps, which aspirate the different solutions via the
valves and directs them to the surface of the sensor via injec-
tors. The present system may include either one each of a
valve, pump and injector, or a plurality thereof. Consequently,
there is not only the possibility to clean the surface of the
biosensor from the previously used biologically active mate-
rial, but the biologically active material on the surface of the
carrier can even be regenerated and/or exchanged by means of
the rinsing. The process of purification and of renewed immo-
bilization may be supported by temperature-controlled fluids
and/or sensor components, as well as through a coupling with
ultrasound.

A further advantage of the presently disclosed automated
biosensor regeneration is the exchange of, for example, the
enzymatic properties or the nucleic acid. To this end, the
enzyme is detached from the surface of the sensor by means
of the solution and exchanged for another enzyme. This
exchange is performed by choosing a different solution by
means of the valve location. To this end, the transducer simply
has to be suited for different enzymes. Furthermore, the
regenerated biosensor must show a reproducible, calibratable
and preferably linear performance according to the specific
conditions of immobilization.

According to a further embodiment of the invention, the
antibodies on the surface of the carrier are removed by the
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release of protein-protein interactions. The immobilization of
protein A or G is known from affinity chromatography. Usu-
ally, the proteins are coupled to a polymer matrix like
sepharose and are then used for the purification of antibodies.
The coupling of protein G to gallium nitride, semiconductor
surfaces or other surfaces thereby offers the advantage of
regeneration according to the present invention. The subse-
quent protein-protein interaction via the F _-domain (antibody
fragment) of the antibody with the protein G that is immobi-
lized on the surface of the semiconductor offers a further
advantage.

Moreover, there is the possibility to automatically remove
the antibodies by releasing the protein-protein interaction
with the protein G. It is advantageous to release the bound
antibody because of the protein-protein interaction between
the F_~domain of the antibody and the protein G. To this end,
the expressed and purified F_-domain of the antibody is
applied to the biosensor in excess. The purified F_-domain
displaces the antibody from the surface and binds to the
protein G in place of the antibody. When new antibody, at a
high concentration, is added to the protein complex, protein G
and F_-domain, the antibody in turn replaces the F_-domain
on protein G so that the biosensor can be again available for
use in measurements. This regeneration as well can be per-
formed in an automated fluid system, the regeneration of the
biosensor being substantially accelerated in this case.

Advantageously, the biologically active materials that are
to be removed and to be immobilized again on the surface of
the carrier are provided by the solutions, and the rinsing
process is automated.

Using the appropriate reagents, the surface of the biosensor
can be completely cleansed from molecules, so that also the
protein G can be removed. Subsequently, these molecules as
well are immobilized again.

A further embodiment is the immobilization of nucleic
acids. Accordingly, single-stranded nucleic acids are applied
to the sensor surface, for example on a semiconductor, and a
complementary nucleic acid that is to be detected can be
bound by hybridization. The complementary nucleic acid is
bound by hydrogen-bonds between the nucleic acid base
pairs. The nucleic acid can be then bound to, i.e. labeled with,
a biological, chemical or physical substance. Based on this
labeled nucleic acid, the actual signal can be detected in the
biosensor. For regeneration of the biosensor, the entire
nucleic acid can be displaced chemically or thermically by
another complementary nucleic acid.

Moreover, it is possible to immobilize histidine-tagged
enzymes by interaction with coupled nickel-nitrilotriacetic
acid (Ni-NTA) or with another metal chelate. Enzymes can be
produced recombinantly with a histidine tag (HIS-tag). These
so-called HIS-tag enzymes bind selectively to nickel ions
(Ni**) or to other metal ions with the additional histidines. In
biochemistry, this property is used for enzyme purification.
To this end, the HIS-tag enzyme is bound via nickel-nitrilo-
triacetic acid (Ni-NTA) or via another metal chelate and is
removed again after several washing steps using imidazole or
EDTA.

Moreover, through immobilization of Ni-NTA or of
another metal chelate-ligand on a semiconductor it is on the
one hand possible to efficiently bind an enzyme, on the other
hand, the enzyme can be removed easily and can be
exchanged for another enzyme. The removal and exchange
between enzymes is carried out using the automated fluid
system.

Other objects, advantages and novel features of the present
invention will become apparent from the following detailed
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description of the invention when considered in conjunction
with the accompanying drawings.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1is a schematic depiction of a device for regenerating
a biosensor, by which different solutions (A-G) can be
applied on the surface of a biosensor carrier through a valve
location;

FIG. 2 depicts schematically the binding of an enzyme with
an HIS-tag on the sensor surface via nickel-nitrilotriacetic
acid (NiNTA); and

FIG. 3 depicts schematically the binding of a GST-fusion
enzyme via the coupling of a substrate on a sensor surface.

DETAILED DESCRIPTION OF THE DRAWINGS

FIG. 1 shows the setup of a device 1 for regeneration of a
biosensor 2. The biosensor comprises a carrier 3, on whose
surface an immobilized biologically active material 4 has
been applied. The biosensor 2 is displayed by its main com-
ponents that comprise the carrier 3, the transducer 8, the
amplifier 9 and an analysis system 10. The biologically active
material 4 on the surface of the carrier 3 is shown in an
enlarged format for the purposes of better illustration.

Device 1 features an injector 5, through which (via a pump
6) optionally one of the solutions A-G can be applied on the
surface of the carrier 3. The choice of the different solutions
A-G is made by a valve location 7, which can be operated
either automatically or manually. The solutions A-G are
stored in their respective containers, the solutions each com-
prising different biologically active materials. The illustra-
tion of injector 5 on top of the surface of the carrier 3 for the
rinsing of biological material is provided only schematically;
the system can also be a microfiuid system integrated in the
carrier 3 or at least in the cover of biosensor 2.

FIG. 2 shows a schematic binding of an enzyme with
HIS-tag on a sensor surface via nickel-nitrilotriacetic acid
(Ni-NTA). Here, the HIS-tag enzyme is bound via immobi-
lized nitrilotriacetic acid (Ni-NTA) or another metal chelate
and is detached again after several washing steps with imida-
zole or EDTA. The enzyme 11 is displayed schematically on
top of the nickel ion (Ni**) with the reference numeral 12,
wherein the binding of the G-histidine-tag is indicated by a
plurality of H-symbols. The enzyme 11 and the biologically
active material 4 on the surface of the carrier 3 and the nickel
ion 12 form the binding component of the molecule complex.

In FIG. 3, the binding of a GST (glutathione-S-trans-
ferase)-fusion enzyme via the coupling of a substrate (re-
duced glutathione) on the surface of the sensor is shown. The
biologically active material 4 is formed by the enzyme 11, the
GST-tag 15 that is covalently bound to enzyme 11 with a
peptide binding and by the free substrates 13 and the bound
substrate 14 that is immobilized as GST-substrate. The free
substrates 13 serve for the detachment of the GST-tag from
the surface of the carrier 3.

The foregoing disclosure has been set forth merely to illus-
trate the invention and is not intended to be limiting. Since
modifications of the disclosed embodiments incorporating
the spirit and substance of the invention may occur to persons
skilled in the art, the invention should be construed to include
everything within the scope of the appended claims and
equivalents thereof.

Legend

1 Device

2 Biosensor
3 Carrier

10

15

20

25

30

35

40

45

50

55

60

65

6
4 Biologically active material
5 Injector
6 Pump

7 Valve location

8 Transducer

9 Amplifier

10 Analysis system

11 Enzyme

12 Ni*

13 Free substrate

14 Immobilized GST substrate
15 GST Tag

A-G Solutions

The invention claimed is:

1. A fluorescent excitation biosensor having a light source
that is positioned on the backside of a surface, comprising an
immobilized and biologically active material that is applied to
the surface of a carrier and is suited to interact with a sub-
stance to be analyzed, wherein the surface of the carrier is an
optically transparent semiconductor in form of a gallium
nitride-, a zinc oxide- or a diamond coating, or a composition
including these materials, epitaxially grown on a sapphire
substance; the biosensor further including a regenerating
device comprising:

at least two solution containers each containing different

solutions, wherein at least one solution is a molecular-
removal solution and at least one solution is a biologi-
cally active material; and

an automated microfluid system integrated into the biosen-

sor comprising:

at least one injector through which, via a pump, at least one

of the solutions is applied onto the surface of the carrier
for rinsing the biologically active material; further com-
prising a valve arrangement, though which the solutions
are applied successively by the injector and the pump to
the surface of the carrier; and

wherein the reagents and/or the carrier are temperature-

controlled; and/or

wherein a chamber with the carrier can be subjected to

ultrasound.

2. The biosensor according to claim 1,

wherein the biologically active material of the biosensor

comprises one of antibodies, enzymes, organelles,
microorganisms, proteins or nucleic acids.

3. The biosensor according to claim 1,

wherein the biosensor has a transducer, which releases a

signal that is amplifiable by an amplifier (9) and is deliv-
ered to an analysis system.

4. A method for the regeneration of a biosensor using a
device according to claim 1,

wherein the biologically active material on the surface of

the carrier is exchanged by rinsing the surface of the
carrier, wherein the specific binding properties of the
biologically active material are exchanged, by removing
the biologically active material present from the surface
of the carrier, and

applying afterwards a different biologically active mate-

rial, wherein antibodies or enzymes on the surface of the
carrier are removed manually or in an automated manner
by removing protein-protein interactions by applying
the purified Fc-domain as a part of the antibodies or
enzymes to the biosensor in excess, and

wherein the process of purification and of renewed immo-

bilization is supported by temperature controlled fluids
and/or sensor components and/or through coupling with
ultrasound.
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5. The method according to claim 4,

wherein biologically active material including nucleic
acids, coenzymes, substrates or other macromolecules
on the surface of a carrier are removed manually or in an
automated manner by removing physical or chemical 5
bonds.

6. The method according to claim 4,

wherein the biologically active materials to be removed
and to be re-immobilized on the surface of the carrier are
removed and re-immobilized by applying the solutions, 10
and that the rinsing step is automated.
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